Abstract
Results
The 5-year RFS and OS rates were 44.7% and 77.3%, respectively. Sex, BMI, BCLC stage, AFP levels and cirrhosis status were the independent predictors of RFS, while microvascular invasion was the independent predictor of OS. The RFS was comparable between patients with and without NUC secondary prevention. In the subgroup analysis, the RFS was significantly worse in cirrhotic patients with secondary prevention failure (hazard ratio = 2.373, p = 0.009). Secondary prevention failure did not have adverse impact on OS. Among 84 patients with recurrence, 58.3% of the cases remained in BCLC stage A, and 53.6% received a second curative treatment. Long-term NUC therapy may lead to a decline of noninvasive indices of hepatic fibrosis in HCC patients. PLOS 
Introduction
Despite the improvement in controlling risk factors and surveillance, hepatocellular carcinoma (HCC) remains the third leading cause of cancer-related deaths in the world [1] . Chronic hepatitis B virus (HBV) infection is the major cause of HCC worldwide, accounting for 50%-80% of global HCC cases [2] . Universal immunization against HBV has successfully reduced the incidence of HBV in younger generations, and is the primary preventive strategy for HBVrelated HCC (primary prevention) [3] . However, there are still about 250 million HBV carriers worldwide, and these patients have a significantly increased risk of HCC, especially in patients with cirrhosis [4] . Nucleos(t)ide analogues (NUCs), which may suppress viral replication, attenuate the progression of liver disease, and reverse liver fibrosis and cirrhosis, are the mainstay of the treatment for chronic hepatitis B (CHB) [5, 6] . In addition, NUC treatment has been reported to attenuate 52%-78% of the risk of HCC development in patients with CHB, and thus may be adopted as a secondary preventive strategy for HBV-related HCC (secondary prevention) [7, 8] . Nevertheless, despite long-term NUC therapy, HCC risk could not be completely eliminated [9, 10] . The annual HCC incidences rate after NUC treatment ranges from 0.01% to 1.4% in non-cirrhotic patients, and from 0.9% to 5.4% in those with cirrhosis [11, 12, 13] . Older age, male gender, advanced liver disease, diabetes mellitus (DM) and not achieving virological response (VR) have also been shown to be predictors of HCC development in CHB patients under NUC therapy [12, 14, 15] .
In patients who developed HCC at an early stage, hepatic resection, liver transplantation, and radiofrequency ablation are considered potentially curative treatment [16] . However, the long-term outcome of HCC is still unsatisfactory even after curative treatment, and approximately 70% of patients will develop tumor recurrence within 5 years after curative resection [16, 17, 18] . In HBV-related HCC, HBV viral loads and viral mutations are important risk factors for tumor recurrence after a hepatic resection [19, 20] , and recent studies suggest that NUCs treatment after a curative resection for HBV-related HCC is associated with a reduced risk of recurrence and may prolong survival [21, 22, 23, 24, 25, 26] . Therefore, NUCs therapy could be a tertiary preventive strategy (tertiary prevention), and is now widely prescribed for patients with HBV-related HCC after curative resection.
CHB patients could develop HCC even under NUC therapy (secondary prevention failure). It is unclear whether the outcome of these patients was different from those without NUC secondary prevention. The aim of this study was to evaluate factors associated with the recurrence and survival of patients with HBV-related HCC receiving NUC tertiary prevention after curative resection, and to compare the outcomes in patients with and without NUC secondary prevention.
Material and methods Patients
From October 1, 2007 to May 31, 2014, 516 consecutive patients receiving a surgical resection for HBV-related HCC in Taipei Veterans General Hospital were retrospectively screened for the status of NUC therapy after surgery (S1 Fig). Exclusion criteria included hepatitis C virus co-infection, other malignancy, presence of extrahepatic metastasis, surgical mortality, noncurative resection, NUC starting more than 1 year after surgery or with a duration of less than 90 days, uncertain NUC usage or duration, poor virological response to NUC therapy at the time of surgery (HBV DNA >2000 IU/mL), or lost to follow-up after surgery. All participants received standard of care treatment. Patients undergoing NUC therapy for more than 1 year before HCC development and who continued NUC therapy after their curative resection were defined as the secondary prevention failure group (n = 38), whereas patients without NUC therapy before the development of HCC and who started NUC within 1 year after their curative resection were defined as the tertiary prevention group (n = 129). Patients who started NUC therapy before HCC development fulfilled the treatment criteria for CHB according to the APASL treatment guidelines [27] . The selection of NUC depended on the preference of the caring physicians. This study was approved by the Institutional Review Board, Taipei Veterans General Hospital, which complied with standards of the Declaration of Helsinki and current ethical guidelines. Due to the retrospective nature of the study, the Institutional Review Board waived the need for written informed consent. The identifying information of the enrolled subjects has been delinked and therefore authors could not access to these information.
The diagnosis of HCC and resectability were assessed before surgery by contrast-enhanced computed tomography (CT) or magnetic resonance imaging (MRI), which fulfilled the diagnostic criteria of the American Association for the Study of Liver Diseases (AASLD) treatment guidelines for HCC [28] , and were confirmed pathologically after surgery. Curative surgical resection was confirmed by contrast-enhanced CT or MRI after surgery. Patients were followed every 2-3 months with measurement of serum AFP, ultrasonography, CT or MRI, with the mean interval of follow-up 84.8 days after the surgery. Tumor recurrence was suspected in the presence of elevation of serum alpha-fetoprotein (AFP) levels and ultrasonography detection of a new hepatic lesion, and was confirmed by contrast-enhanced CT or MRI.
Endpoint
The primary endpoint was recurrence-free survival (RFS), defined as the time from surgical resection to tumor recurrence confirmed by contrast-enhanced CT or MRI. The secondary endpoint was overall survival (OS), defined as the time from surgical resection to death, and liver fibrosis regression, as determined by paired liver pathology and non-invasive indices of hepatic fibrosis.
Biochemistry, virological tests, and histological features
The following clinical features and biochemistry were collected for analysis: age, sex, diabetes mellitus (DM) status, Barcelona Clinic Liver Cancer (BCLC) stage, Child-Pugh score, serum AFP, alanine aminotransferase (ALT), aspartate aminotransferase (AST), creatinine, albumin, total bilirubin levels, platelet count, and prothrombin time (measured by international normalized ratio [INR] ). Serum HBeAg and serum AFP were measured by radio-immunoassay kits (Abbott Laboratories, North Chicago, IL and Serono Diagnostic SA, Coinsin/VD, Switzerland, respectively). Serum biochemistry tests were measured by systemic multi-autoanalyzer (Technicon SMAC, Technicon Instruments Corp., Tarrytown, NY). HBV DNA was determined by Roche Cobas Tagman HBV DNA assay (detection limit of 12 IU/mL, Roche Diagnostics, Switzerland). HBsAg levels were quantified using the Elecsys HBsAg II assay (detection limit of 0.05 IU/mL, Roche Diagnostics GmbH, Mannheim, Germany).
An Albumin-Bilirubin (ALBI) grade was calculated using the formula: linear predictor = (log 10 bilirubin x 0.66) + (albumin x 0.085), where bilirubin is in umol/L and albumin in g/L; and the cut points of the ALBI grade were as follows: xb -2.60 (ALBI grade 1), more than -2.60 to -1.39 (ALBI grade 2), and xb more than -1.39 (ALBI grade 3) [29] . Two non-invasive indices of hepatic fibrosis, the fibrosis-4 index (FIB-4) and AST to platelet ratio index (APRI), were selected to compare the status of hepatic fibrosis after NUC treatment. FIB-4 was calculated using the formula:
, while APRI was calculated using the formula: ([AST/ULN]/platelet count [10 9 /L]) x 100 [30, 31] . FIB-4 and APRI were calculated at the baseline, year 2 and year 5 for all patients with available data.
Histological features of tumors and non-tumor liver tissue, including tumor size, tumor number, microvascular invasion, tumor capsule integrity, surgical safe margin, status of steatosis, and cirrhosis (defined as Ishak fibrosis score 5-6 [32] ) were recorded.
Statistical analysis
Values were expressed as median (ranges) or as mean ± standard deviation when appropriate. The Mann-Whitney U test was used to compare continuous variables. Pearson chi-square analysis or the Fisher exact test were used to compare categorical variables. The Wilcoxon signed ranks test was used to compare serial changes in the FIB-4 score. The Kaplan-Meier method was used to estimate survival rates. The log-rank test was used to compare survival curves between patient groups. Analysis of prognostic factors for survival was performed using the Cox proportional hazards model. Variables that achieved statistical significance (p<0.05) or those close to significance (p<0.1) by univariate analysis were subsequently included in the multivariate analysis. A two-tailed p<0.05 was considered statistically significant. All statistical analyses were performed using the Statistical Package for Social Sciences (SPSS 17.0 for Windows, SPSS Inc, Chicago, IL).
Results
The baseline characteristics of 167 HCC patients are shown in Table 1 . The mean age was 58.7 years, 91.9% were males, 20.4% were HBeAg-positive, and 51.7% had histological cirrhosis. The majority of patients (89%) were Child-Pugh score 5, and 64.1% were BCLC stage A. Compared with the tertiary prevention group, patients in the secondary prevention failure group had significantly lower HBV viral loads, ALT, AST levels, smaller tumor size, and earlier BCLC stage. Before surgery, 86.8% of patients who received NUC secondary prevention had undetectable HBV DNA, whereas in the tertiary prevention group, only 2 (1.7%) patients had undetectable HBV DNA and 8 (6.7%) patients HBV DNA <2000 IU/mL.
The median duration of NUC therapy in the secondary prevention failure group was 20.8 months before the development of HCC. The majority of patients received either entecavir or tenofovir. All but 3 cases in the secondary prevention failure group and 85.4% of patients in tertiary prevention group achieved undetectable HBV DNA within 1 year after the surgery.
Factors associated with recurrence-free survival (RFS) and early recurrence
After a median follow-up of 45.3 months, 84 patients developed HCC recurrence. The estimated 1-, 3-and 5-year RFS rates were 78%, 55.4% and 44.7%, respectively. The median RFS was 45.9 months in the secondary prevention failure group, and 44.3 months in the tertiary prevention group (p = 0.858, Fig 1A) . In univariate analysis, the factors associated with RFS included sex, BMI, BCLC stage, tumor number, serum AFP and AST levels, surgical safe margin and histological cirrhosis ( Table 2) . By multivariate analyses, independent predictors Among the 84 patients with HCC recurrence, 60 (71.4%) developed early recurrence within 2 years, while 24 (28.6%) had late recurrence after 2 years of surgery. By multivariate analyses, independent predictors of early recurrence in the overall cohort were BMI >27.5 kg/m 2 (HR = 2.185, p = 0.010), BCLC stage B-C (HR = 2.526, p = 0.001), serum AFP level >20 ng/ mL (HR = 2.212, p = 0.006) and histological cirrhosis (HR = 2.989, p<0.001) (S1 Table) . Independent predictors of late recurrence after 2 years of surgery in patients without early recurrence were multiple tumors (HR = 3.028, p = 0.030), and INR >1.1 (HR = 3.359, p = 0.004) (S2 Table) .
Subgroup analysis for the association of NUC secondary prevention failure and HCC recurrence Due to the different baseline characteristics in tumor stage, size, liver function and HBV viral load between NUC secondary prevention failure and tertiary prevention groups, a multi-variable stratified subgroup analysis for the association of secondary prevention failure with the risk of tumor recurrence according to baseline prognostic factors was performed. As shown in Fig 2, the risk of HCC recurrence was comparable between the NUC secondary prevention failure and tertiary prevention groups in most of the sub-analysis. Note worthily, in subgroup patients with histological cirrhosis, there was a significantly higher risk of HCC recurrence in patients with NUC secondary prevention failure as compared with the tertiary prevention group (HR = 2.373, p = 0.009, Figs 1B and 2) . By multivariate analysis, the NUC secondary prevention failure remains an independent predictor of poor RFS in cirrhotic patients (HR = 2.346, p = 0.010, Table 3 ). Fig 3A) . A similar HCC recurrence stage migration was observed in 52 patients with cirrhosis, and the recurrence stage was also comparable between patients with and without NUC secondary prevention (p = 0.895, Fig 3B) . Forty-five patients (53.6%) received a second curative treatment after the first HCC recurrence, including 10 patients (11.9%) receiving a second curative resection, and 35 patients (41.7%) receiving local ablation therapy. Only four patients (4.8%) did not receive HCC treatment after recurrence, including three patients who refused further treatment and one BCLC-D patient with hepatic decompensation due to post-operative bile leakage.
Factors associated with overall survival (OS)
Thirty five cases died during follow-up, including 25 (71.4%) due to tumor progression, 1 (2.9%) due to hepatic compensation without apparent tumor recurrence, 4 (11.4%) due to The estimated 1-, 3-and 5-year OS rates were 93.4%, 82.4% and 77.3%, respectively. In univariate analysis, BCLC stage, tumor size, serum AST levels, microvascular invasion and surgical safe margin were factors associated with OS (Table 4) . NUC secondary prevention failure was not associated with OS in the overall patients (p = 0.896, Fig 1C) , as well as in subgroup patients with cirrhosis (p = 0.370, Fig 1D) . By multivariate analyses, the only independent predictor of OS was microvascular invasion (HR = 8.307, p = 0.041). Patients without microvascular invasion had a significantly earlier recurrent tumor stage as compared to those with microvascular invasion (82.1% vs 46.4%, p = 0.002, Fig 3C) . Liver fibrosis regression in HCC patients receiving NUC therapy
Ten patients received a second curative resection after HCC recurrence, allowing paired comparison of liver histology of the non-tumor part. Among the 10 patients, 5 had fibrosis regression, 3 had a stable Ishak fibrosis stage, and 2 had fibrosis progression (Table 5 ). In 140 patients who were followed for more than 2 years, the FIB-4 scores were not significantly different between year 0 and year 2 (p = 0.313, S2A Fig) , whereas a significant decline of APRI was observed at year 2 (p<0.001, S2B Fig) . In 51 patients who were followed for more than 5 years, there were significant declines in both FIB-4 score (p = 0.030, Fig 4A) and APRI (p<0.001, Fig 4B) from the baseline to year 5. Similar declining patterns of FIB-4 scores and APRI were also observed in subgroup patients with cirrhosis ( Fig 4C and 4D) , as well as in patients with and without NUC secondary prevention (S3 Fig) .
As compared to patients without early recurrence within 2 years, patients with early recurrence had significantly higher baseline FIB-4 scores and APRI (Fig 4E and 4F) , although there was no significant decline of FIB-4 scores at year 2 in either patients with and without early recurrence (Fig 4E) . Interestingly, a significant decrease in APRI at year 2 in both patients with and without early recurrence was observed, and APRI remained significantly higher at year 2 in patients with early recurrence (Fig 4F) .
We also examined the correlation between the cirrhosis status and FIB-4 scores and APRI at the baseline. The area under the receiver operating characteristic (AUROC) of FIB-4 and APRI for diagnosing cirrhosis was 0.692 and 0.644 among the overall patients, 0.761 and 0.739 in secondary prevention failure group, 0.664 and 0.603 in the tertiary prevention group, respectively.
Discussion
Recent studies have shown that antiviral therapy in patients with HBV-related HCC after curative treatment may decrease the risk of HCC recurrence and improve overall survival [22, 23, 24] . However, previous studies regarding NUC tertiary prevention excluded patients undergoing NUC therapy before curative treatment. Therefore, the clinical significance of maintaining NUC treatment in NUC secondary prevention failure on HCC outcomes remains unclear. In addition, the underlying mechanism of HCC development despite NUC secondary prevention is poorly understood, and whether these patients had different tumor aggressiveness and outcomes remains uncertain. In this study, we found that in HCC patients undergoing NUC treatment after the surgery, the clinical outcomes were comparable between those with and without prior NUC secondary prevention. However, cirrhosis patients with NUC secondary prevention failure had a higher risk of recurrence. As compared to HCC patients without prior antiviral therapy, patients who developed HCC despite NUC secondary prevention had significantly lower HBV viral loads, lower hepatitis activity, smaller tumor size, and earlier tumor stages at the time of surgical resection. Since patients under NUC therapy may receive more stringent monitoring and HCC surveillance, HCC could be detected at an earlier stage. The 5-year RFS rate of 44.7%% in this study was consistent with previous reports of HCC patients receiving NUC therapy after surgery [22, 23] . Sex, BMI, tumor stage, tumor number, serum AFP levels, surgical safe margin and cirrhosis status were predictors of RFS in univariate analysis. The male gender has long been known to enhance the risk for HBV-related HCC [33] . Our previous study showed that being overweight and obesity correlated with a more advanced hepatic necro-inflammation and fibrosis in patients with CHB [34] . Previous studies also showed that higher BMI was associated with the risk of HCC development [35] . Cirrhosis status and tumor factors, such as tumor staging, multi-nodularity of tumors, AFP levels and an insufficient surgical safe margin, are well known predictors of tumor recurrence after curative resection [16, 17, 19] . Consistent with the previous report, our data also showed that baseline cirrhosis status was an independent predictor of early recurrence [36] , while multi-nodularity predicts late recurrence after curative resection [19] .
Previous studies showed that HBV viral loads and HBsAg levels may predict recurrence after hepatic resection [19, 20, 37] . In our study, all viral factors, including HBeAg status, HBsAg levels, HBV viral loads and virological response, were not associated with survival. Since about 88% of our patients achieved undetectable HBV DNA within one year after surgery, the impact of these viral factors could be attenuated by NUC therapy. In overall patients, the RFS were comparable between the secondary prevention failure and tertiary prevention groups. Interestingly, in the subgroup analysis, we found that the risk of HCC recurrence was significantly higher in cirrhotic patients with prior NUC secondary prevention failure. Longterm NUC therapy has been shown to improve hepatic necro-inflammation and fibrosis, thus changing the microenvironment favoring hepatocarcinogenesis [38, 39, 40] . However, in cirrhotic patients who developed HCC despite NUC treatment, the unfavorable tumor biology and microenvironment might not be corrected by controlling HBV, leading to more aggressive tumor behavior. Whether the altered host immune response after antiviral therapy could be responsible for a reduced immunosurveillance for HCC and the underlying mechanisms of the tumor biology in these patients warrants future research to delineate.
A recent study showed that HCC patients with NUC therapy after curative resection generally had preserved liver functions when the tumor recurred, allowing further rescue therapy to improve the outcomes [25] . Consistent with this finding, as 58.3% of patients with HCC recurrence remained in the BCLC stage A in our study, 53.6% of patients could receive second curative treatment. Only 4 patients (4.8%) did not receive rescue therapy after recurrence, and only 1 of them was due to deteriorated liver function. With the benefits of preserving liver functions for further rescue therapy after recurrence, our data supports the general use of NUC after HCC resection.
The 5-year OS rate of 77.3% was also similar to the survivals in previous reports of HCC patients receiving NUC tertiary prevention, and was generally better than those without NUC therapy after surgery [22, 23] . Since the 5-year survival rate approaches 80% and most patients who maintained liver function well, the role of host factors that predict tumor recurrence became less significant in OS. In contrast, tumor factors, including BCLC stage, tumor size, microvascular invasion and surgical safe margin were associated with OS in univariate analysis, and microvascular invasion was the only independent predictor of OS. Patients with microvascular invasion had a significantly later tumor stage at recurrence, which may result in a poorer outcome.
Although previous studies showed that NUC therapy could reverse liver fibrosis and cirrhosis [39] , it is still unclear whether fibrosis regression occurs in HCC patients. In 10 patients who received a second liver resection in this study, the paired comparison of liver histology showed that half of the patients had fibrosis regression. Since only a few patients received a second hepatic resection and it was difficult to obtain a paired liver histology specimen in the majority of HCC patients, we applied the FIB-4 and APRI as noninvasive indices of hepatic fibrosis [30, 31] . At year 2, we observed a significant decrease of APRI, even though the change of the FIB-4 score was not prominent, while significant declines of both FIB-4 and APRI were observed at year 5, including subgroup patients with cirrhosis and those with and without NUC secondary prevention. These data was consistent with previous reports that liver fibrosis may improve, but it required long-term NUC therapy [38, 39] . Nevertheless, it should be noted that APRI and FIB-4 may be affected by a change of hepatic inflammation after antiviral therapy [41] .
This study has some limitations. First, it is a retrospective study. However, due to the wellestablished HCC surveillance program and strict reimbursement regulation of NUC prescriptions by national health insurance program in Taiwan, patients received regular follow-up every 2 to 3 months after surgery, allowing close monitoring of virological response and early detection of tumor recurrence. Second, the case number was relatively small in the secondary prevention failure group. However, the risk of HCC development was low in patients receiving NUC therapy, with annual incidence rates of 0.01% to 1.4% in non-cirrhotic, and 0.9% to 5.4% in cirrhotic patients [13] . In the previous nationwide cohort study based on Taiwan's National Health Insurance Research Database, only 992 out of the 21,595 NUC-treated CHB patients developed HCC between 1997 and 2010 [8] . Therefore the case number in the secondary prevention failure group could not be large even by screening from a large cohort of 512 patients with HBV-related HCC receiving surgical resection in single medical center. Third, patients without NUC treatment after surgery were not included for comparison in this study. However, recent studies have shown that NUC tertiary prevention may decrease the risk of recurrence. Therefore, we only enrolled patients with NUC use after surgery. Since the benefits of NUC treatment still exist in patients with secondary prevention failure, it is not ethical to stop NUC treatment for them despite HCC development. Fourth, the accuracy of FIB-4 and APRI for the prediction of fibrosis stage in CHB was moderate [30, 41] , and might be interfered with in the presence of HCC. Therefore, this data suggests that these two indices might not be optimal for the prediction of the fibrosis stage, particularly APRI, in patients with HBV-related HCC with and without NUC therapy. Fifth, this study did not include patients with NUC secondary prevention failure who chose radiofrequency ablation or other HCC therapies. Therefore, it is difficult to extrapolate the present finding to state that all cirrhotic CHB patients with secondary prevention failure exhibit a significantly worse RFS than those with tertiary prevention.
In summary, in patients with HBV-related HCC receiving NUC antiviral therapy after curative resection, the RFS and OS were generally comparable between patients with and without NUC secondary prevention. However, cirrhotic patients with NUCs secondary prevention failure had a higher risk of recurrence, and closely monitoring is needed for these patients. Although HCC recurrence may develop despite NUC tertiary prevention, most patients remained in early stage and had preserved liver function during recurrence, allowing a second rescue therapy. Long-term NUC therapy also leads to declines of non-invasive indices of hepatic fibrosis in HCC patients, either in patients with or without cirrhosis or secondary prevention failure. 
